A virus plaque method that consistently gives good visual contrast for macroscopic observation and also permits microscopic study is described. Cells are grown in plastic flasks and the gelled overlay medium can be of any desired agar concentration or volume. A fixing solution is used prior to removal of the agar overlay, and dye is added to the fixing solution or staining can follow fixation and agar removal. The bottom of the flask with the fixed monolayer is separated from the rest of the container and handled as a slide. A new mounting medium is described.
A virus plaque method that consistently gives good visual contrast for macroscopic observation and also permits microscopic study is described. Cells are grown in plastic flasks and the gelled overlay medium can be of any desired agar concentration or volume. A fixing solution is used prior to removal of the agar overlay, and dye is added to the fixing solution or staining can follow fixation and agar removal. The bottom of the flask with the fixed monolayer is separated from the rest of the container and handled as a slide. A new mounting medium is described. SORIANO AND CHERRY the bottom part of the flask with the monolayer is transformed into a slide by using pliers to shatter the neck, top, and sides of the flask. The resulting section is as long as a regular microscopic slide, fits into staining racks, and may be filed as a permanent record.
Any staining and mounting procedures that do not attack the plastic are adequate. Hematoxylin and eosin staining is routinely used. After the final eosin rinse in 95% or absolute alcohol, the slide is allowed to dry and a cover glass is mounted. A novel mounting medium developed in this laboratory was found to be the most satisfactory. This is made by dissolving 70 g of polyvinylpyrrolidone in 100 have a tendency to slip, which makes handling of cultures cumbersome. With the use of Formalin, cells with advanced degrees of cytopathic effect remain firmly attached to the plastic; therefore, there is little difficulty in distinguishing cell gaps from virus plaques. The fixing agent also inactivates virus, adding a safety factor. The conversion of plaque bottles to microscopic slides enables observation with high-power dry and immersion objectives, which facilitates the correlation of microscopic and macroscopic features of plaques. This is useful for virus "spot tests," cloning, and other techniques.
